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PART 1 (Importance of the manuscript) 

	
	Comments of the Reviewers
	Author’s Feedback 


	Please write a few sentences regarding the importance of this manuscript for the scientific community. A minimum of 3-4 sentences may be required for this part.
	This study contributes to the literature by focusing on the isolation and characterization of secondary metabolites from naturally grown specimens of the widely consumed Agaricus bisporus mushroom. In particular, the detailed elucidation of the structure of a compound with high biological activity potential, such as DL-Proline, 5-oxo-, methyl ester, using advanced spectroscopic methods (NMR, GC-MS, IR), provides valuable data for researchers in the field of natural product chemistry. Furthermore, its demonstration of the effect of natural growing conditions on the diversity of secondary metabolites constitutes a reference analysis for the disciplines of food chemistry and pharmacognosy.
	





PART 2.1 (Objective Evaluation)

	
	Rating of the Reviewers
	Author’s Feedback 

	1. Is the title clear and appropriate for the study? 
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	The title contains an incorrect spelling of the compound name as "5-oxo-methyl ester"; the word "methyl" is missing a letter (L), and the space between "5-oxo" and "methyl" is terminologically incorrect. The phrase "Explanation of its Structure" is a weak and outdated term for academic titles. Instead, the commonly accepted terms "Structural Elucidation" or "Characterization" should be used. The abbreviation "A. bisporus" is inappropriate in the title where the genus name first appears; the full species name, Agaricus bisporus, should be used. The rule of italicizing scientific species names (A. bisporus) in titles is also not followed. As it stands, the title is inappropriate due to spelling errors and poor terminology, and it detracts from the seriousness of the study. It absolutely must be corrected.
	

	2. Is the abstract of the article comprehensive? 
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	I believe this section reflects the overall sloppiness and methodological inconsistencies in the article. As it stands, the abstract falls far short of the comprehensiveness and professionalism expected of a scientific paper. The sentence ("A. bisporus, one of the leading fungi in terms of...") is repeated word for word twice in the "Background" section. This is a serious editorial error and a sign of carelessness. The methodology section uses non-standard and erroneous terms such as "calonscale chromatography" (presumably column chromatography), "GX-MS" (presumably GC-MS), and "YAMR" (presumably NMR). Such errors undermine the scientific credibility of the study. The main compound obtained is stated as "DL-Proline, 5-oxo-, methyl ester," but the word "methyl" is misspelled as "methy" (as in the title). The abstract concludes without any conclusion on why the findings are significant for the literature or whether this compound is a specific marker for A. bisporus. The abstract is not comprehensive and requires significant major revision.
	

	3. Are the keywords appropriate and useful?
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	"A. bisporus" should not be used as an abbreviation in the keywords. Terms like "extract" and "chromatography" are too general and do not provide distinctiveness to the article. Structural elucidation methods (NMR, GC-MS, IR), which are the core of the study, are not included in the keywords.
	

	4. Is the background information of the paper sufficient and well organized?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	The introduction begins by discussing the general importance of fungal secondary metabolites, then abruptly shifts to sugars (polyols) in A. bisporus. There are no transitional sentences between topics (from terpenoids to sugars, then to volatile compounds). The author presents a very broad and scattered literature, ranging from commercial mushrooms in Taiwan to Agaricus silvaticus in Mongolia and specimens from China (Guangzhou). However, this information is not linked to the main subject of the study: "proline derivatives grown in natural conditions and isolated in the chloroform phase." The inclusion of phrases like "Disambiguation pages with short descriptions" in the middle of the text, likely copied from a website (Wikipedia, etc.) and left uncleaned, demonstrates the careless organization of the text. At the end of the introduction, there is no clear problem definition or hypothesis explaining why this study was conducted. It is not stated what gap in the literature is being filled. The inconsistencies in the use of italics and the occasional use of full and abbreviated species names within the text undermine academic rigor. The introduction is poorly organized and scientifically inadequate.
	

	5. Are the research objectives/hypotheses clearly stated?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	The objective presented under the heading "Aims" in the abstract is stated as "profiling of volatile metabolites from ethyl alcohol extraction biomass obtained from naturally growing A. bisporus mushrooms." However, the rest of the article focuses only on the isolation of a single compound (DL-proline derivative). This demonstrates a significant discrepancy between the study's objective and its results. At the beginning of the study, no scientific hypothesis is established as to why this naturally growing mushroom might have a different metabolite profile than commercially grown ones. The introduction reviews a broad literature on volatile compounds, sugars, and lipids, but it is not clear which of these components the ultimate goal of the study is to characterize. The results section states that "14 complex secondary metabolites were identified," but it is unclear whether all 14 compounds or only specific ones were targeted in the research objectives. The article abruptly deviates from its initial "profiling" objective by focusing on a single amorphous substance. The phrase "Study design: Based on practical experience" is not an academic objective or design description. This gives the impression that the study lacks a methodological basis. The research objectives are unclear, and no hypothesis has been presented.
	

	6. Is the literature review relevant and up to date?
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	A significant portion of the basic data presented in the introduction dates back to 1971 and 1983. While these sources are classic references for mushroom volatiles, analytical chemistry techniques (especially high-resolution NMR and GC-MS/LC-MS systems) have revolutionized in the intervening 40-50 years. The literature review extensively covers the protein, fat, and ash content of mushrooms, commercial mushrooms in Taiwan, and sugar components. However, the results of the article describe only the isolation of a single amino acid derivative. This indicates that the literature is not directly relevant to the focus of the study (proline methyl ester). It is noted that a similar L-Proline (TMS) ester has been previously identified in A. bisporus, and reference is made to pyroglutamate derivatives in Shiitake mushrooms. However, the author does not discuss the difference or originality (e.g., the effect of natural growing conditions on this compound) between their findings and these similar studies by integrating them with the literature. The literature review is neither fully relevant nor up-to-date.
	

	7. Is the research methodology appropriate for the study?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Under the heading "NMR analysis," the term "Brookers instrument" is used; the correct term is Bruker. Furthermore, spelling errors such as "rotor spar" (Rotary Evaporator) and "chromatographide" suggest the author is unfamiliar with the equipment used. The term "piglets" is used in the preparation of biomass. This is likely a serious translation/terminology error, possibly intended to describe "fruiting bodies" or a stage of the fungus. It is stated that "calonscale chromatography" was used for isolation, but critical information for reproducibility, such as column dimensions, packing material (silica gel type, pore size, etc.), and flow rate, is not provided. It is stated that "Nitrogen" was used as the carrier gas. However, in capillary columns like the HP-5 and MS detectors, the standard carrier gas is Helium. The use of Nitrogen could negatively affect MS sensitivity and library matching. The research methodology as presented is inappropriate.
	

	8. Were ethical issues properly addressed (if applicable)?
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	The article lacked any of the standard ethical statements required by current journals, such as ethics committee approval, conflict of interest statements, or author contribution ratios.
	

	9. Are the results presented clearly? 
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	Spectroscopic data (IR, NMR, MS) are presented only as a list, but the logical framework regarding which parts of the molecule these signals correspond to is weakly established. For example, the fragmentation pathways of m/e 84, 112, and 59 ions in the mass spectrum (MS) are not explained, only their values ​​are given. While the text states that the spectra were obtained in deuteropyridine and chloroform, the labels on Figs 3 and 4 show CD3OD+CCl4 as the solvent. The frequency of the instruments used to obtain the spectra is stated as 400 MHz and 300 MHz in the text, while different values ​​such as 600 MHz and 150 MHz are written in the spectrum visualizations. This completely undermines the transparency and reliability of the results. The findings have not been compared with similar studies in the literature. Whether the isolated compound is a chemotaxonomic marker for this fungal species or how natural growing conditions affect this result has not been discussed. The obtained data are presented only as physical measurements; No comments have been made regarding the biological significance of this compound, why it is present in such high concentrations, or its extraction yield. The presentation of the findings is unclear and lacks scientific discussion.
	

	10. Are tables and figures clear, relevant, and necessary?
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	The expression "m.u." used for chemical shift values ​​in the spectrum visualizations (Figs 3-7) is not found in the literature; ppm should be used instead. In Fig 1, the compound name is given as "5-oxo-DL-prolinate acid"; however, "prolinate acid" is a terminological error (it should be either prolinate or proline acid). Some of the figures (especially Figs 1 and 2) have very low resolution; peak values ​​and axis labels are difficult to discern. Although the article claims to have identified 14 different metabolites, there is no table containing the names of these compounds, their retention times, and mass spectrum data. This undermines the scientific depth of the article. In Fig 2, the IR data uses meaningless terms such as "gallant vibration," "noble in the field," and "depharmaceutical oscillations." These terms do not have scientific meaning and invalidate the description of the figure. The figures, in their current state, are unclear and have lost their reliability due to technical inconsistencies. The discrepancies in instrument frequency and solvent between the figures and the text must be urgently explained or corrected. Additionally, a comprehensive table summarizing the 14 identified compounds is mandatory.
	

	11. Does the discussion relate findings to existing literature?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	No literature-based commentary has been made regarding the role of pyroglutamate derivatives in amino acid metabolism or their place in the fungal defense mechanism. However, the introduction mentioned the anti-tumor and antibacterial effects of these compounds. The results section fails to bridge the gap between these potential effects and the findings. Although the results section claims the identification of "14 complex secondary metabolites," it makes no statement about the similarities or differences between these compounds and other fungal profiles in the literature. The connection between the findings and the literature is negligible. The present text is more of a laboratory report than an academic paper discussing the findings.
	

	12. Are the conclusions supported by the data?
Rating Scale: 3
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	I observe a logical gap and a significant lack of support between the data and the inferences. The article claims that "14 complex secondary metabolites" were identified as part of the phytochemical profile of the A. bisporus fungus. However, the presented data focuses only on a single compound (DL-Proline, 5-oxo-, methyl ester). Since no chromatographic or spectroscopic evidence is presented for the other 13 compounds, the overall conclusion about the "phytochemical profile" is not supported by the data. The conclusion section states that the compound is part of the fungus's phytochemical profile. However, since no data is presented on the concentration, purity, or isolation yield of this compound in the fungus, the inferences made about the importance or dominance of the compound in the fungus remain unsubstantiated. The article's conclusions are partially supported by the available data but remain scientifically weak.
	

	13. Are the limitations of the study discussed?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor N/A = Not Applicable
	It appears that no discussion or evaluation was made regarding the limitations of the study.
	

	14. Are the references relevant and sufficient (in number)?
Rating Scale: 2
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	The sources are insufficient and inadequate. The current list appears to be a randomly collected and unformatted jumble rather than a current and focused literature review. The author needs to clean up the sources in raw data format, replace very old sources with current ones, and especially add sources directly relevant to the spectroscopic characterization of the isolated compound (including NMR data of similar compounds).
	

	15. Is the manuscript written in clear and understandable language?
Rating Scale: 1
5 = Excellent 4 = Good 3 = Satisfactory 2 = Needs Improvement 1 = Poor 
N/A = Not Applicable
	The article is not written in clear and understandable language. In its current form, it is a "language and terminology disaster." For this article to be considered on any scientific platform, it needs to be completely rewritten by a professional academic editor, and all technical terms must be corrected according to international IUPAC standards.
	





PART 2.2 (Subjective Evaluation)

	
	Reviewer’s comment

	Author’s Feedback (It is mandatory that authors should write his/her feedback here)


	Is the title of the article suitable?

If your answer is NO, please provide a brief, clear suggestion for improvement.
	NO

Isolation and Structural Characterization of DL-Proline, 5-oxo-, Methyl Ester from Naturally Grown Agaricus bisporus Using Spectroscopic Methods
	

	Is the abstract of the article comprehensive? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	NO

In the "Background" section, the same sentence ("A. bisporus, one of the leading fungi in terms of...") is repeated word for word twice. The methodology section uses incorrect terms such as "calonscale chromatography," "GX-MS," and "YAMR," which have no equivalents in the literature. Furthermore, the main compound name is missing a letter, with "methyl" written as "methy." Although the abstract claims that 14 different metabolites were identified, no data is provided on what these compounds are; only a single ester is discussed. The phrase "Study design: Based on practical experience" is not a scientific design definition and is quite unprofessional.
	

	Is the manuscript scientifically correct? 

If your answer is NO, please provide a brief, clear suggestion for improvement.
	NO

I believe that the study, in its current form, cannot be considered scientifically accurate and contains very serious methodological inconsistencies.
	

	Are the references sufficient and recent? 
(YES or NO)

If your answer is NO, please provide clear suggestion for improvement.
	NO
	

	Are there ethical issues in this manuscript?
(YES or NO)

(If yes, kindly please write down the ethical issues here in details)

	YES
	





Reviewer details:

Nilay Akkus Tas, Amasya University, Turkey

[bookmark: _GoBack]

Page 1 of 5
V240326


